1/14 




IIP 




TNF-X 



FIG- 1B 



A-68990-3 
2/14 




4/14 

TNFa BINDING SITES 




+ 



5/14 

TNFa TRIMER INTERFACE 
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1 atg caccacc accaccacca c gtacgctcc tcctcccgca ctccgtccga caaaccggta 

61 gctcacgtag tagctaaccc gcaggctgaa ggtcagctgc agtggctgaa ccgccgcgct 

121 aacgctctgc tggctaacgg tgtagaactg cgcgacaacc agctggtagt accgtccgaa 

181 ggtctgtacc tgatctactc ccaggtactg ttcaaaggtc agggttgtcc gtccactcac 

241 gtactgctga ctcacactat ctcccgcatc gctgtatcct accagactaa agtaaacctg 

301 ctgtccgcta tcaaatcccc gtgtcagcgc gaaactccgg aaggtgctga agctaaaccg 

361 tggtacgaac cgatctacct gggtggtgta ttccagctgg aaaaaggtga ccgcctgtcc 

421 gctgaaatca accgcccgga ctacctggac ttcgctgaat ccggtcaggt atacttcggt 

481 atcatcgctc tgtga 
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1 MHHHHHHVRS SSRTPSDKPV AHWANPQAE GQLQWLNRRA NALLANGVEL RDNQLWPSE 
61 GLYLIYSQVL FKGQGCPSTH VLLTHTISRI AVSYQTKVNL LSAIKSPCQR ETPEGAEAKP 
121 WYEPIYLGGV FQLEKGDRLS AEINRPDYLD FAESGQVYFG HAL pf(jl SB 
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ALSO MADE DOUBLE MUTANTS K65E/D143K, K65E/D143R, K65D/D143K AND K65D/D143R 
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Apoptosis; % of Control 
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TRAF2(310-) DQDKIEALSSKVQQLERSIGLKDLAMADLEQKVLEMEA STYDG 

FIG.. 12A 

TRAF3(374-) VARNTGLLESQLSRHDQMLSVHDIRLADMDLRFQVLET ASYNG 

FIG.. 12B 

TRAF5(343-) NDQRLAVLEEETNKHDTHINIHKAQLSKNEERFKLLEG TCYNG 

FIG.. 12C 

TRAF1(225-) DRERILSLEQRVVELQQTLAQKDQALGKLEQSLRLMEE ASFDG 

FIG.. 12D 

TRAF6(309-) QDHQIRELTAKMETQSMYVSELKRTIRTLEDKVAEIEA QQCNG 

FIG.. 12E 

TRAF4(201-) CALVSRQRQELQELRRELEELSV GS-DG 

FIG.. 12F 
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BLACK BOX = F1 F2 F3 
REGION TO Z± BSi^^rZ^ TEMPLATE 



BE MUTATED 



R1 R2 R3 

^R4 



STEP 1 : SET UP 3 PCR REACTIONS: 
PRODUCTS: 

TUBE 1: 

TUBE 2: ferii 
TUBE 3: I 



STEP 2: SET UP PCR REACTION WITH PRODUCTS OF TUBE 1 + 
PRODUCTS TUBE 2 + F1 + R4. 



F1 



HEAT + ANNEAL PHASE OF PCR, 



R4 

J SYNTHESIS PHASE OF PCR, 



I AMPLIFICATION PHASE DURING 
£1^ {SUBSEQUENT CYCLES USING F1 + R4. 

**R4 

STEP 3: REPEAT STEP 2 USING PRODUCT FROM STEP 2 + PRODUCT 



FROM STEP 1, TUBE 3 + PRIMERS F1 + R3. 



V v ' 
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F1 JUL F3 

>- 1 ► T 

RE1 RE2 

fa* "■«« 
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RE1 RE2 R3 

R4 



STEP 1 : SET UP 3 PCR REACTIONS: 



TUBE 1 : 



TUBE 2: fa* 

i i 



RE1 

RE1 RE2 



TUBE 3: 



RE2~ 



STEP 2: DIGEST PRODUCTS FROM STEP 1 WITH SUITABLE 
RESTRICTION ENDONUCLEASES. 

STEP 3: LIGATE DIGESTED PRODUCT FROM STEP 2, TUBE 2 WITH 
DIGESTED PRODUCT FROM STEP 2, TUBE 1. 

RE1 RE2 

fa* ' 



STEP 4: AMPLIFY VIA PCR LIGATED PRODUCTS OF STEP 3 WITH F1 + R4. 

RE1 RE2 
fa* ' —» ' 

STEP 5: DIGEST AMPLIFIED PRODUCT OF STEP 4 
WITH RESTRICTION ENDONUCLEASE #2. 

RE1 RE2 



STEP 6: LIGATE PRODUCT FROM STEP 5 WITH 
PRODUCT FROM STEP 2, TUBE 1 . 

RE1 RE2 
j 



IN- 



STEP 7: AMPLIFY PRODUCT FROM STEP 6 WITH F1 + R3. 



v / 



DIAGRAM 3 
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